We therefore attempted to resolve the phylogeny of the Shasta ground sloth by by using strictly mitochondrial DNA has been inconclusive [5]. We have prepared DNA extracts from a ground amplifying fragments of two additional nuclear genes, a 120 bp fragment (with primers) of the cAMP-responsive sloth coprolite from Gypsum Cave, Nevada, and quantitated the number of mtDNA copies for three different element modulator gene (CREM) and a 94 bp product (with primers) of the phospholipase C, ␤ 4 gene (PLCB4). fragment lengths by using real-time PCR. We amplified one multicopy and three single-copy nuclear gene A total of 14 CREM clones derived from two independent amplifications and 39 PLCB4 clones derived from 4 amfragments and used the concatenated sequence to plifications each yielded consensus sequences with a resolve the phylogeny. These results show that ancient total of 2 differences to the three-toed sloth and 5 to single-copy nuclear DNA can be recovered from warm, the two-toed sloth. Concatenation of all three singlearid climates. Thus, nuclear DNA preservation is not copy nuclear genes resulted in a 227 bp fragment. The restricted to cold climates.
GAAGACCCTACGGAAC-3Ј; 16S TM R4, 5Ј-CGACCTCGATGTTG GATCAG-3Ј. Experimental Procedures
We estimated the rough number of ‫001ف‬ bp single-copy nuclear DNA assuming that a consistent change in the clones results from Approximately 5 g coprolite was ground under liquid nitrogen in a freezer/mill 6700 bone grinder (Spex Industries). To 1.8 ml extraction amplification of a single DNA molecule, as has been shown pre- 
